Materials and Reagents
nm, respectively. Before the first analysis, the system is pre-equilibrated with the equilibration condition described above for 16 min.
5. The data is processed using Empower 2 that is control and analysis software for a UPLC system. The peak heights and retention times are used for amino acid quantification and identification, respectively (see Note 4). In the case of analysis for biological sample, identification of amino acid is performed based on retention times of amino acids provided from analysis of a control amino acid sample run alongside. 
Representative data
Instability of the column temperature negatively affects reproducibility of separation of two neighboring peaks (for example, peaks of D-histidine and L-histidine in the case of OPA-NAC derivatization). We recommend that you keep the column temperature at 30 °C accurately.
Notes
1. In this method, amino groups in compounds are targets for diastereomeric and fluorescent derivatization, and not only amino acids but also proteins are derivatized with the derivatizing reagents. The derivatized fluorescent proteins cause contaminated peaks, and prevent identification and quantification of amino acids. Therefore, proteins in a sample should be eliminated by filtration using an Amicon Ulta 0.5 ml centrifugal filter 3 K device or trichloroacetic acid (TCA) treatment.
2. TCA treatment is performed as described below. Add 125 μl of 50% TCA (see Recipes) to the 500 μl of a sample solution such as biological sample and food sample. After incubation for 5 min at room temperature, the mixture is centrifuged (10,000 x g for 15 min at 4 °C), and an aliquot (500 μl) of the supernatant is neutralized by addition of 300 μl of 1 M NaOH (see Recipes). When samples after TCA treatment are used for UPLC analysis, filter the sample solution through polytetrafluoroethylene membrane filters (4-mm diameter, 0.2-μm pore size). 5. In analyses using OPA-NAC and OPA-NBC, when calibration curves were calculated plotting peak height versus content of amino acid (from 0.5 to 100 pmol), the linearity was observed in all cases with regression coefficients above 0.998. 
